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Figure 1. 



A. 



GGGGAAGATCTAAAAA ^FNNNNNNNN^mN^mNNN^^ TTTTTAAGCTTGGGG (SEQ ID No:8) 

Annealed with Primer PI 

GGGGAAGATCTAAAAA NNNNNNNNfr^^ TTTTTAAGCTTGGGG (SEQ ID No:8) 

AAAAATTCGAACCCC (SEQ ID No:23) 
^ Pilling in with Klenow fragment 

GGGGAAGATCTAAAAA IWlMimmiNmmmmmm TTTTTAAGCTTGGGG (SEQ ID No:8) 

CCCCTTCTAGATTTTT NNNNNNNNNNNNNNNNNNN AAAAATTCGAACCCC (SEQ ID No: 24) 

Cleavage with Hind III / Bgl U 



GATCTAAAAA NNNNNNNNNNNNNNNNNNN TTTTTA 



(SEQ ID No:25) 

ATTTTT NNNNNNNNNNNNNNNNNNN AAAAATTCGA (SEQ ID No:26) 

Cloning into a piasmid with HI promoter in 
reversed direction 



GATCTAAAAA NNNNNNNNNNNNNNNNNNN TTTTTA 

ATTTTT NNNNNNNNNNNNNNNNNNN AAAAATTCGA 





HI promoter 



piasmid 



(SEQ ID No:25) 
(SEQ ID No:26) 




B. 



1 x 



lOx 



30 x 




xpected insert size 
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Figure 2. 
A. 

GGGGAAGATCTAAAAA AATAAATGAATCAAGAACA TTTTTAAGCTTGGGG (SEQIDNo:27 

CCCCTTCTAGATTTTT TTATTTACTTAGTTCTTGT AAAAATTCGAACCCC (SEQ ID No:28 

Two oligos were annealed and Cleavage with 
Hind III/Bgl II 



GATCTAAAAA AATAAATGAATCAAGAACA TTTTTA (SEQ ID No: 29 

ATTTTT TTATTTACTTAGTTCTTGT AAAAATTCGA (SEQIDNo:30 

[ Cloning into a plasmid with HI promoter in 

▼ reversed direction 



GATCTAAAAA AATAAATGAATCAAGAACA TTTTTA 



ATTTTT TTATTTACTTAGTTCTTGT AAAAATTCGA 



(SEQ ID No:29 
(SEQ ID No:30 




plasmid 



B. 



Clone 1 



Clone 2 



Clone 




I ,ll,J,IJ II,, 



^ ,J..L T l J T l(l ii.l,li , 



i ,» ij ;i i.iry.ii. . 



Expected insert size 
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Figure 3. 

A. P2 N19 ?\ [||[[n|< » 

_ Hairpin 

Hairpin and library is ligated and ■ * uaa \t 

then filled in with Klenow %, 

■ ■* * 
I 

i ■■■■■■■■■■ i 

Hairpin and library is ligated and ■ 
then filled in with Klenow 

-4 * 



f///////////. 



ifilHHHi 



f////////. 



t 

HllJllllliliniltJIJItlflJnillliflflHtlltlll ~— ■ - ■ IfllBSBIBB 8 

P3 f ■ ♦ 

Primer annealed P3 J, 

Primer # ^ 

/•^^ liiuiiiiiuililil r/////y/y; BBBEBBB ■■■■■■ 



I 

niniHiiiiiiitsiiiifiiniiiiiimniiiiifiiii i ■ ■■■■■■■■■■ 

Strand replacement driven ©29 m 
DNA polymerase ♦ 



E53SSggmnPMM«miffl (^sa ' , " MHIIIItai * iiqii //■■■■ ■Mfflrewt vu/r?77 * *'' £ 

(iiiutiiiniiiafliitiiiiiiiitiiiiizzszd nm ■■■■■// i ■ ■ ■ — 118 — msw ** 



Cleavage with Bsg I will leave only the - 

9 bp loop in between the N19 pair ♦ 

ggsssCT iniamniHBimi nazgjl I 1 I ttcaagaga i V///////W ** 

imnnnmiiiRiuaiiiiiiiiiiiiinniinzz sz3 , 1 "n aagttctct l VZZZZZW** 



Cleavage with Sma I and Bsg I, Klenow treatment, ligation, and Cleavage with Hind III will tcga end 

then BamH I treatment will leave a gate cohesive end ^ 6 b 

gatcccc i -r ttcaaaaoa i 3 tttttggaaa (SEQ ID No: 38) 

ago , / aaattctct 1 — 1 aaaaaccttttcga (SEQ ID No: 39) 

(SEQ ID No: 3 l)y . 

(RFC) in Nn- V\ ' #- 



(SEQ ID No: 32) 

Subcloning into a vector with HI promoter 



B. 



PI: TTC AAG AGA (SEQ ID No: 31) 

P2. ACA AAGCTT TTC CAA AAA (SEQ ID No: 33) 

N19: NNN NNN NNN NNN NNN NNN N (SEQ ID No: 34) 

Hairpin: CAC ACG TGT CTT CGA ACA CAA TGC TAA TCT CTT GAA (SEQ ID No: 35) 
P3: AGC TTA CTG CAC CC GGG GAT CCT GTT (SEQ ID No: 36) 
Primer: AAC TGG ATC CCC GGG GTG CAG (SEQ ID No: 37) 
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P2 



N19 



PI 



f////S//////. 



Hairpin and library is ligated and 
then filled in with Klenow 





B3EE 







UP 



Hairpin 



The cut with Bra I and ligated to 
adopter P3 

HlillRllMIItJI 



'////////. 



nintiiiiuuiiiiiiiiiiuiiiiuuiiiBuiiiiii — = 
P3 

Primer annealed to P3 ♦ 

Primer 



■ 



>C»C4MB> B 



IliiilllililEltlli 



'////////. 



t!irai]i[iiimiuiiiuiMUii!ii«i]i 



t 
■ 



Strand replacement driven ®29 
DNA polymerase 



E22235illiilffliiiiDminn! 

IlllilljHHEItllltllltllillKtliiilllinill 




Cleavage with EcoR I and Bgl II to 



C3552S3IIllHnilHHffllllDI 


'/////. 


I 




inuraiiiifliiiiHiiKiuRiinHiiiii 




■ 



* 

tttcti [H 1 promoter! £ 
3 aaaaa < ~ — 1 c 



Cleavage with Sma I and Bsg I, Klenow treatment, ligation, and fl Cleavage with Hind III will tcga end 
then BamH I treatment will leave a gate cohesive end 

(SEQ ID No: 42) ^ ^ gqg | g a aaaa I H 1 promoter | A 

(SEQ ID No: 44) 



3 aaaaacctcttcga 



1 



J. (SEQ ID No: 43) 

Subcloning into a vector with HI promoter (SEQ ID No: 45) 



B. 



P 1 : TTT TTGGATCC (SEQ ID No: 40) 

P2. ACA AAG CTT TTC CAA AAA (SEQ ID No: 33) 

N19: NNN NNN NNN NNN NNN NNN N (SEQ ID No: 34) - E q jd Nq . ^ 

Hairpin: GGG AGA TCT TCG CTT CAA CGA AGA TCT CCC GGA TCC AAA AA^ 
P3: AGC TTA CTG CAC CC GGGGATCCT GTT (SEQ ID No: 36) 



Primer: AAC TGGATCCCC GGG GTG CAG (SEQ ID No: 37) 



